Abstract A method is described in which smears on slides, which had been examined previously in a direct fluorescence antibody (DFA) test for Chiamnydia trachomatis, were tested by the polymerase chain reaction (PCR). Twenty four (73%) of 33 smears which contained fewer than 10 elementary bodies when examined by the DFA test were positive by the PCR. Of the nine negative smears, seven contained only one or two elementary bodies. However, single elementary bodies were detected by the PCR in seven of the 24 positive samples. Fifteen smears were negative by both methods.
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The ability to detect small numbers of elementary bodies by the PCR and its specificity for negative smears indicates its potential for retrospective analysis of stored, archival smears on slides. saline (PBS) so that the final dilution contained <10 elementary bodies/i0,ul, as determined by a DFA test (MicroTrak, Syva), and undertaken as described previously.4 Aliquots (10 ,ul) of the final dilution were then smeared on six MicroTrak slides, air dried, and fixed with acetone. Ten smears of PBS containing no elementary bodies were made and processed in the same manner. Thirty two smears of urethral exudate from men with non-gonococcal urethritis were also available after they had been examined by the DFA test. The exact number of elementary bodies in each of these smears was recorded; 27 of them contained elementary bodies and five did not.
For examination by the PCR, the material covered by a glass coverslip had to be removed from the slide. The coverslip was detached by prising it off with a needle, a process in which the edge nearest the needle point described an arc of 1800 pivoting on the opposite edge. In a preliminary experiment (results not shown) coverslips removed from chlamydia positive slides were not positive when examined by the PCR. Thereafter, coverslips were not examined. Sterile distilled water (50 ,ul) was added to the slide using a positive displacement pipette and the surface of the slide was scraped with the needle to dislodge the material and suspend it in the water. Longitudinal, latitudinal, and circular patterns were described to scrape the slide and the suspension was collected using the positive displacement pipette and transferred to a 0 5 ml microcentrifuge tube containing 50-100,ul of mineral oil. The specimens were then boiled for 10 minutes and the target DNA was amplified as described previously. We regard it as remarkable that fixed and stained smears of material seen to contain one or two elementary bodies can be removed from a slide and shown almost always to be positive by the PCR. The organisms in these samples or their DNA apparently remained within the smears on the slides and there was nothing to be gained by also testing the coverslips. However, a smear is sometimes seen to be "floating" when examined by the DFA test. In this specific circumstance material on the underside of the coverslip should be rinsed off and added to the suspension on the slide. The practical value of the procedure we describe lies not only in its ability to confirm or refute, on the same specimen, results obtained previously by using the DFA test, but also in permitting retrospective examination of stored slides such as those, for example, of synovial fluid deposits from patients with sexually acquired reactive arthritis,5 for which the use of a confirmatory test would be of particular value.
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